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An HIV-l-based expression vector has been constructed that produces 
protective genes tightly regulated by HIV-1 Tat and Rev proteins. The 
vector contains either a single protective gene (HIV-1 gag dominant 
negative mutant (delta-gag) ) or a combination of two different protective 
genes (delta-gag and eosinophil -derived neurotoxin (EDN) , a human 
ribonuclease) which are expressed from a dicistronic mRNA. 
After stable transfection of CEM T cells and following challenge with 
HIV-1, viral production was completely inhibited in cells transduced with 
the vector producing both delta-gag and EDN and delayed in cells producing 
delta-gag alone. In addition, cotransf ection of HeLa-Tat cells with an 
infectious HIV-1 molecular clone and either protective vector demonstrated 
that the HIV-1 packaging signals present in the constructs were functional 
and allowed the efficient assembly of the protective RNAs into HIV-1 
virions, thus potentially transmitting protection to the HIV-1 target 
cells . 
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We have constructed expression vectors for Chinese hamster ovary (CHO) 
cells that produce both selectable marker and recombinant cDNA from a 
single primary transcript via differential splicing. These vectors 
produce stable CHO cell clones that, when pooled, produce abundant amounts 
of secreted recombinant proteins compared with the amounts produced by 
conventional expression approaches that have selectable marker and the 
cDNA of interest under control of separate transcription units. Our 
vectors divert most of the transcript to product expression while linking 



it, at a fixed ratio, to dihydrof olate reductase (DHFR) expression to 
allow selection of stable transf ectants . Pools of clones with increased 
expression of the product gene can be efficiently generated by selection 
in methotrexate. The high level of expression from pools allows 
convenient and rapid production of milligram amounts of recombinant 
proteins . 



